A Unstimulated sBDC PMA/Ionomycin

15
53% us% |
>
Isotype E 10
Ig - .
B
8.7% 24.6%
- i S o . [ -
1.9% 13.0% sotypelg o€
25
+
ocD4 G2 \
415 x
. o AR e 1 —=
[ e
Isotype Ig o CD4
Ohr aCD8 72hr aCD8
B C D E {
Isotype | 82w | Tsotvee 63% Spleen
Ig R Ig A
. - . Blood
acpd 31l 5% | acos 3 e 0.4%
; 4 )
< P
Ki67
1 Pin
+
g g
X 4
+ +
- -
3 -
a a
3] o - s
N 2 Pancreas & 6.1% 3.2% §
Isotypelg  aCD4 Isotypelg  «CD8
= Spleen < Blood = Splce.n" < Blood
g2 Z 2 23 EROS- L
” . > o -3 = - o © -
ET TN -t I S A A CF Rt 5
] oo S oo =z g oo © 3 2o % © 24 S o 090
310 o o z 1 - = 8§ 800 8 ooo 28
& o 98 %0 B O oo 009 578 g pt b0 °° &P
;E 5| afip © Fos %o © 50 00 = 23 +=':z A
= < 29
S a =0 go
3t Ohr 24hrs 48hrs 72hrs : Y Ohr 24hrs 48hrs 72hrs Ohr 24hrs 48hrs 72hrs - Ohr 24hrs 48hrs 72hrs
Time Post «CD4 Time Post «CD4 Time Post aCD8 Time Post aCD8
- Pln —~ Pancreas - Pln - Pancreas
‘=4 =8 c15 c15
= 8 S ° S S
2] 8 E 1% .. ! c}
$1%0 . P g1 < g1o
C2 o & O C4f o° g - s} ° s :._)
= gee o = o % E 5 8P o ° % 5
1 0© a2 oo ©°, 896 % 7| o P S =
-1 e 808 a o—§ 2 o” o§° a
Co © Co o 808 8 S, ° _©°° O,
* Ohr 24hrs 48hrs 72hrs * Ohr 24hrs 48hrs 72hrs = Ohr 24hrs 48hrs 72hrs * Ohr 24hrs 48hrs 72hrs
Time Post aCD4 Time Post aCD4 Time Post aCD8 Time Post aCD8

Supplemental FIGURE 1. ND aCD4/CD8 Ab treatment induces T1D remission and T cell
egress from inflamed tissues. A) BDC mice (N=6) were treated with ND aCD4 or control Ab,
24 hrs later splenocytes stimulated with 1pg sBDC peptide in vitro or PMA/lonomycin for 4 hrs,
and CD4" T cells assessed for intracellular staining by FACS. Plots provide the percent of IL-2"
and IFNy* T cells stimulated with peptide and treated with Ab. B) BDC and C) 8.3 mice (N=6)
received ND aCD4 or aCD8a,, respectively, and PLN T cells were analyzed 48 hrs later by
FACS. D) BDC and E) 8.3 mice (N=8) received ND aCD4 or aCD8a., respectively, and T cells
enumerated by FACS in the spleen, PLN, and pancreas at various times post-treatment. P value
determined by Students t-test (A-C) or 2-way ANOVA (D, E). Error bars depict SD. *P<0.05,

**p<0.01, ***P<0.001. Data are pooled from 2 experiments.
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Supplemental FIGURE 2. Foxol regulated gene expression is increased in T cells after ND
aCD4/CD8 Ab treatment. A, E) Microarray analysis of FACS-sorted CD4" T cells from the

PLN of BDC mice 48 hrs after ND a.CD4 or control Ab treatment. Values relative to the Ab
control cohort. B, C) mRNA expression measured by qRT-PCR in (B) CD4" and (C) CD8" T
cells isolated from the pancreas of NOD mice (N=8) 24 hrs after receiving ND aCD4/CD8a or

control Ab. AACT calculated relative to Ab control-treated CD4" or CD8" T cells (Foxol related

genes in blue; T cell activation genes in green). D, E, F) 12wk-old NOD female mice (N=5)

were treated with ND aCD4/CD8a. or isotype control Ab, and pancreatic T cells analyzed 48 hrs

later by FACS. P value determined by Students t-test (B-D, F). Error bars depict SD. *P<0.05,

**p<0.01, ***P<0.001. Data are pooled from 2 experiments.
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Supplemental FIGURE 3. TCR signaling-dependent pancreatic T cell tissue residency is
lost upon CoRT induced Foxo1-S1prl. A) BDC and B) 8.3 mice were treated with ND aCD4
and aCD8a., respectively, or control Ab, 24 hrs later splenocytes isolated and stimulated in vitro
for 30 min (pZAP70) or 1 hr (pAKT/Foxo1) with cognate peptide (N=6), and TCR signaling
assessed by FACS. C, D) BDC mice were treated with ND aCD4 or control Ab (N=6),
immunized with sBDC (C) 18 hrs later, and after 1 hr PLN T cells examined by image stream
flow cytometry, and (D) 6 hrs later, and after 18 hrs pancreatic CD4" T cells examined by FACS.
Error bars depict SD. *P<0.05, **P<0.01, and ***P<0.001 determined by Students t-test (A, B)
or 2-way ANOVA (C, D). Data are pooled from 2 to 3 experiments.
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Supplemental FIGURE 4. CoRT-induced T cell egress is Foxol-dependent. A and B) Gated
splenic CD4" T cells from BDC.Foxol " and BDC.Foxol”~ mice were assessed for (A)
intracellular Foxol expression, and (B) activation status. C) Gated splenic CD4" T cells from
BDC.Foxol™" and BDC.Foxol”~ mice were assessed for intracellular cytokine expression 4 hrs
after PMA/ionomycin treatment by FACS. D) Representative pancreas sections stained with
hematoxylin and eosin from BDC.Foxol"* and BDC.Foxol” mice. E, F, G) Splenic (N=8) (E),
PLN (N=8) (F), and pancreatic (N=10) (G) CD4" T cells in BDC.Foxo! """ and BDC.Foxol"
mice were enumerated by FACS. H) NOD.Lck®" mice (N=6) were treated with ND
oCD4/CD8a or control Ab, and 72 hrs later pancreatic CD4" and CD8" T cells enumerated by
FACS. P value determined by Students t-test (E-H). Error bars depict SD. *P<0.05, **P<0.01,

*#*%P<0.001. Data are pooled from a minimum of 3 experiments.
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Supplemental FIGURE 5. CoRT decreases CD4 and CD8 surface expression, and
intracellular Lck. A) BDC and (B) 8.3 mice (N=6) were treated with ND aCD4 and ND

aCD8a, respectively, or control Ab, and 48 hrs later splenocytes isolated. Gated (A) CD4" and

(B) CD8" T cells were examined by FACS for surface expression of CD3, CD4 (RM 4-4), CD8«

(53-6.7), and CD8p (H35-17.2), or intracellular Lck. C) BDC mice (N=8) were treated with ND

aCD4 (YTS177) or isotype control Ab, 48 hrs later splenocytes were isolated and analyzed by

FACS. P value determined by Students t-test (A-C). Error bars depict SD. *P<0.05, **P<0.01,

*#%P<0.001. Data are pooled from 2 experiments.
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Supplemental FIGURE 6. ND aCD4/CD8 Ab treatment promotes selective CD8" Teff
exhaustion. A-D) 12 wk-old NOD female mice received 2 injections one day apart with ND
aCD4/CD8a. or isotype control Ab, and 60 d later T cells examined via FACS. A) Percent of
pancreatic CD44" CD4" and CD8" T cells in ND aCD4/CD8a. (N=8) or control Ab (N=8)
groups. B) Frequency of pancreatic and PLN CD4" T cells expressing FoxP3 in ND
aCD4/CD8a (N=8) or control Ab (N=8) groups. C-D) Frequency of pancreatic and splenic
CD44" CD4" Teff co-expressing PD-1 and LAG-3 or TIM-3 in ND aCD4/CD8a (N=8) or
control Ab (N=8) groups. E-G) Pancreatic and splenic CD44* CD8" Teff were examined by
FACS for PD-1 and co-expression of TIM-3, TOX and Eomes 60 d post treatment with ND
aCD4/CD8a (N=8) or control Ab (N=8). P value determined by Students t-test (A-G). Error
bars depict SD. *P<0.05, **P<0.01, ***P<0.001. Data are pooled from 2 experiments.



